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50 thyml, washed to remove blood [PBS, PMSF] 

1 

Hypotonic lysis: Homogenize In cold 10 mM Trls-HCl, pH OA, 
|^ EDTA, leupeptln, pepstatln, PMSF, aprotlnln, Pefabloc SC 

Pellet nuclei and debris: 1200 x g, 5 rnln, 4°C, collect turbid sup 

i 

Wash nuclear pellet 5-8 times with lysis buffer, until sup nearly dear 
Pool washes with post-nuclear sup 

I • 

Collect membranes: 100,000 x g, 60 mln, 4°C 



Extract membranes: lysis buffer + 0.5% NP-40, 60 mln, 4°C, rotating 



I 



Clarify extract 100,000 xg, 60 mln, 4°C 
Preclear: rat IgG column 



NLDC-145 column 



o,MyS\ pH 11 e| ua te, 
neutralized 



Concentrate: Centrlcon-100 precoated with 0.2% SDS 
1000 x g, 45-120 mln, 4°C, until pool < 0.5 ml 



Purified DEC-205 
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±[NANA(a2-8)NANA(a2-x) ] 
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+ [Gal(ct1-x)] 

± [NANA(ct2-8)NANA(a2-x)] 

r ° r T 
±[Gal(a1-x)J 



■ Gal(p1-4)GlcNAc(p1-x)Man(a1-6) 

±[GlcNAc(01-4)] Man(pi-4)GlcNAc(pi-4)GlcNAc 

■ Gal(pi-4)GlcNAc(p1-x)Man(a1-3) . Fuc(ali) 
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FIGURE. 7C 



Human 

R H R LH LA G FSgVRY A QGV NEPE / MLPSFHD 
flSH/flW r GFSSVRY EHGT N E D E V M L P S F H D 

Mouse 
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Langerhans cells Lymph node B cells 




log RTC fluorescence Intensity 
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BMDC SPL PC 
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